

















Product Highlight

4G10 Platinum Clone

The Best Just Got Better

ANTI-PHOSPHOTYROSINE

The development of the Anti-Phosphotyrosine,

4G10 Platinum Western Blot Comparison
123123123123123123123123

Cells A431 293  NIH/3T3  RAW 293 3T3/L1 293 RAW

clone 4G10 in 1989 was a monumental discovery
forresearchers as it facilitated the study of
tyrosine kinase activity by removing the need for
radioactivity and converting the method to a
simple blotting procedure. Millipore’s Anti-
Phosphotyrosine, clone 4G10 was the first and
best single monoclonal antibody for the detection
of tyrosine phosphorylation. It is the most highly
cited (75 % of related scientific journal articles
over the last three years) and validated

phosphotyrosine antibody available. It

consistently produces high quality, reproducible Treatment EGF EGF  PDGF  LPS Insulin Insulin PV Anisomysin
data, and has been validated by thousands of ———
scientific and medical researchers in virtually Lane 2: PY20

, . , Lane 3: 4G10 Platinum
every application and tyrosine target over the

past 18 years. In addition to its unparalleled

characterization and applicability, clone 4G10is 4G10 Platinum Confocal IF Analysis
well known as one of the most sensitive anti-

phosphotyrosines. Now Millipore is excited to

announce that we have taken the sensitivity for
phosphotyrosine detection to the next level. To
improve on something that hundreds have tried
and none have succeeded, we pooled clone 4G10

with the next most highly regarded Anti-

U_\_omUjoJ\_‘om_:m\ clone PY20 to make 4G10 A431cells either untreated (left) or EGF-treated (right). Cells were stained with 4G10
Platinum (Anti-phosphotyrosine, green) and DAPI (nuclei, blue). Cells were visualized by
confocal immunofluorescent microscope.

Platinum. PY20 itself is a very poor substitute for
clone 4G10, but its additive effect allows for a
greater level of detection on more substrates that even clone 4G10 alone was capable of. For your full range of research needs,

4G10 Platinum is available in multiple pack sizes and a number of direct conjugates.

ORDERING INFORMATION

Phospho-Tyrosine Antibodies

Description Qty/Pk Catalogue No.
4G10 Platinum, Anti-phosphotyrosine monoclonal cocktail 100 pL 05-1050
4G10 Platinum, Anti-phosphotyrosine monoclonal cocktail 1mg 05-1050MG
4G10 Platinum, Anti-phosphotyrosine monoclonal cocktail 50 pL 05-1050X
Anti-Phosphotyrosine, clone 4G10 100 pL 05-321
Anti-Phosphotyrosine, clone 4G10 1mg 05-321MG
Anti-Phosphotyrosine, clone PY20 1mg 05-947
4G10 Platinum/4A4 Discovery Pack 1 pk 17-499

Coming Soon

4G10 Platinum, Agarose Conjugate 1mg 16-315
4G10 Platinum, HRP Conjugate 10 blots 16-316
4G10 Platinum, FITC Conjugate 100 pg 16-317
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Product Highlight

4A4 Antibody

The Next Revolutionin Cell Signaling

ANTI-PHOSPHOSERINE,

CLONE 4A4

Almost two decades after the
discovery of the ground breaking
Anti-phosphotyrosine clone 4G10,
which changed the face of signaling
research, Millipore cell signaling has
changed the face of signaling again
with 4A4. The monoclonal Anti-
phosphoserine, clone 4A4 allows
for the greatest detection of serine
phosphorylation, irrespective of
surrounding amino acids on a wide
variety of substrates. 4A4 isproven
to work with high affinity in a wide
variety of applications including
western blot, immunofluorescence,
IHC, flow cytometry, ELISA, and more.
Additionally, in profiling studies, 4A4
detected more serine phosphorylated
substratesin multiple cell lysates
than any other anti-phosphoserine
monoclonal antibody tested.

As many substrates and kinases

are phosphorylated on serine residues,

this antibody has a very broad range
of use. These kinases are among the
most studied biological molecules

in basic research, and many drug
discovery programs are specifically
targeting serine/threonine kinases
intheir research programs as it is
now known that out of 518 protein
kinases, approximately 400 are Ser/
Thr kinases (human) comprising about
1.7% of all human genes. As aresult, it
is not surprising to find that serine/
threonine kinases are instrumental in
many critical diseases including many
cancers, diabetes, and Alzheimer’s
disease.
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4A4 Detection of Ser/Thr
Kinases by Western Blot
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Blots of recombinant kinase were 191
resolved by SDS-page, transferred
onto PVDF membranes, and probed

LKB1/
STRADa
MLCK
ROS
MSK1
Akt1
Lck

p70S6K

with 4A4.
64
51
Lane 1: Unactive 100
Lane 2: Active
*Note: Unactive 75
kinases were
expressed by 50
baculovirus in
Sf21 cells, which 37
resultsin basal
phosphorylation. s
Akti Lck MEK1 MK2 LIMK1 Erki
LPhosphatase-treated Akt Lysate g Amino Acid Western
1 2 3 4 191
Akt 64
51
- 4+ - 4+ APhos 39
Blocking
50 ng of recombinant Akt (expressed mw NathoaEt

by baculovirus in Sf21 cells) was
either untreated (Lanes 1and 3) or
pretreated(Lanes 2 and 4) with lambda Lysate

phosphatase. The two samples were frominsulin
runin duplicate and probed with either treated 293T
Anti-Akt, PH Domain, clone SKB1(Cat. cells probed
No. 05-591, lanes 1and 2) at 1pg/mL or with anti-
Anti-Phosphoserine, clone 4A4 (Cat. No. phosphosering,
05-1000, lanes 3 and 4) at 2 pg/mL. clone 4A4.

ORDERING INFORMATION

Description

- + - - - pSer
C o + - - Ser

- - - + =  pTyr
o S = = + pThr

Calyculin A/Okadaic acid-treated
A431cell lysate resolved by SDS-
PAGE, transferred and probed
with 4A4 in the presence of
various amino acids.

Catalogue No.

Anti-Phosphoserine, clone 4A4 HRP conjugate
4G10 Platinum/4A4 Discovery Pack
Anti-Phosphoserine, clone 4A4
Anti-Phosphoserine, clone 4A4
Anti-Phosphoserine, clone 4A4, 30 ug

16-312
17-499
05-1000
05-1000MG
05-1000X




Product Highlight

EZ-TFA Assays

Millipore's Non-Radioactive Transcription Factor Assays provide
a quick and sensitive technique for detecting DNA binding
activity in a convenient 96-well format. This method combines
the principle of the electrophoretic mobility shift assay (EMSA)
with the 96-well based enzyme-linked immunosorbent assay
(ELISA), enabling manual or high-throughput sample analysis
with greater sensitivity than conventional EMSA assays. The
entire assay takes less than 4 hours to complete with minimal
hands-on time.

In Millipore’s Transcription Factor Assay the binding
reactionis performed in solution and the DNA bound complex
is then captured on a streptavidin coated plate. Our format
deliversincreased flexibility when compared with similar ELISA
based transcription factor assays. The versatile set up allows
for a flexible assay design and because the binding reaction
occurs in solution, various parameters can be optimized such as
probe titration, competitive oligonucleotide concentration, or
treatment conditions.

o Detect transcription factor DNA binding activity in
aconvenient 96-well format

o Adaptable for manual or high-throughput screening

o Faster and more sensitive than radioactive
gel-shift assays

o Assayresultsinabout 4 hours

ORDERING INFORMATION

Catalogue No.

Description Colorimetric Chemiluminescent
ore EZ-TFA Kits

c-Fos 70-545 70-645
c-Jun 70-540 70-640
Jun/Fos 70-546 70-646
CREB 70-575 70-675
NFkB p50/p65 70-510 70-610
NFkB p50 70-515 70-615
NFkB p65 70-520 70-620
Fox01 70-555 70-655
Fox03a 70-553 70-653
ATF2 70-585 70-685
HIF-1a 70-570

Oct-4 70-565

p53 70-525 70-625
STAT1a 70-535 70-635
STAT3 70-530 70-630
AP-1 Family (Jun, Fos, JunB, JunD, 70-550 70-650

FosB, Fra-1,Fra-2), 192 assays
NFxB Family (p50, p52, p65, 70-560 70-660

c-Rel, and RelB), 192 assays

Universal EZ-TFA Kits

Universal EZ-TFA, 96 assays 70-500 70-600
Universal EZ-TFA, 192 assays 70-501 70-601
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STEPS

Step 1: Treated whole cell or nuclear
extract is added to the Capture Probe in
solution. The Capture Probe is a double
stranded biotinylated oligonucleotide
containing the consensus sequence for
transcription factor binding.

Step 2: After incubation, the extract/
probe/buffer complex mixture is
transferred to the streptavidin coated
plate. The biotinylated Capture Probe is
immobilized and any inactive, unbound
material is washed away.

Step 3: The bound transcription factor
subunit is detected with a specific
primary antibody.

Step 4: The HRP-conjugated secondary
antibody binds to the specific primary
antibody.

Step 5: After a chromogenic substrate
reaction the relative quantity of DNA
bound transcription factor is measured
using a spectrophotometric plate reader.
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Product Highlight

NEW! Cell-Based Dual Detect CELISAs

Detect protein activity in a convenient, plate-based assay

Dual Detect CELISA is a simple and efficient, cell-based ELISA
assay that measures both total and phosphorylated targets
in whole cells using dual fluorescence detection. Cells are
cultured directly in a 96-well microplate, stimulated as
desired, fixed, and simultaneously incubated with two primary
antibodies. Both the total target protein and the
phosphorylated protein are measured in a single well using a
double immunoenzymatic labeling procedure and two
spectrally-distinct fluorogenic substrates.

o C(Cell-based assay: culture, fix,and detect —no need to
prepare lysates or purified proteins!
© Dual detection: quantify both total and phosphorylated

proteinsin a single well!

o Accurate results: measurements are normalized to reduce

well-to-well variation

ORDERING INFORMATION

Description Qty/Pk Catalogue No.

EGFR (Tyr1173) Dual Detect CELISA 96 assays 17-445
Assay Kit (Fluorogenic Detection)

Akt (Ser473) Dual Detect CELISA 96 assays 17-444
Assay Kit (Fluorogenic Detection)

Erk 1/2 (Thr202/Tyr204)/(Thr185/Tyr187) 96 assays 17-422
Dual Detect CELISA Assay Kit
(Fluorogenic Detection)

ErbB2 (Tyr1248) Dual Detect CELISA 96 assays 17-490
Assay Kit (Fluorogenic Detection)

p38a (Thr180/Tyr182) Dual Detect CELISA 96 assays 17-447

Assay Kit (Fluorogenic Detection)

Visit www.millipore.com for a full product listing.

Culture and treat 100ul
of cells in each of the 96 wells.

=
e;

Add primary antibody solution
containing antibodies to both the total
target and the phospho-specific target.

Wash and fix cells. (Plates can be stored
up to 2 weeks @ 4°C).

Wash and incubate with detection
antibodies solution.

Quench and block wells in
preparation for antibody incubation.

em590nm em460nm

Wash and add substrate mixture
to each well. Perform dual fluorescent detection.

Dual Detect CELISA Fluorescent Cell-based Assay. The Dual Detect CELISA Assay kits contain the components required to run the CELISA using
fluorogenic substrates to measure both total phosphorylated target protein in the context of whole cells. Just add cells, treat, and run the assay.




Product Highlight

MILLIPLEX MAP Multiplexing Assays

Experience the Power of Simultaneous Multi-Analyte Detection

The MILLIPLEX MAP is based on the Luminex® xMAP® technology
— one of the fastest growing and most respected multiplex
technologies in life science today. This systemis capable of
performing a variety of bioassays on the surface of fluorescent-
coded beads known as microspheres, as demonstrated below.

Because of the ability to add 50 or more beads, each coated
with a different antibody, to a 25 mL sample, you can detect
multiple analytes simultaneously — saving time, labor and
money. With tools like this, you can take on today’s most
challenging health issues.

Kits and Beadmate Assays are available for the detection of
avariety of total and phosphorylated targets, including:

o Akt/PKB ° |kBa © p38

° BAD o IRST 0 p70 S6 Kinase
o Caspase 3 o JNK o Cleaved PARP
o CREB © c-Jun o STAT3,5A/B,6
o Erk/MAPK1/2 o c-Kit o ZAP-70

o HSP27

Multiplex Cell Signaling Kits

o Multi-Pathway Multiplex Cell Signaling Kit-8 Plex

© Human T Cell Receptor Multiplex Cell Signaling Kit-7 Plex
© Human Apoptosis Multiplex Cell Signaling Kit-3 Plex

xMAP Technology Process Workflow

1. Microspheres are dyed to create
100 distinct colors

2. Microspheres are coated with
capture antibody

3. Sample is added to microspheres
and analyte is captured

4. Fluorescent tagged detection
antibody is added

5. Lasers detect both bead dyes and
tagged detection antibody

For a complete listing of products, visit www.millipore.com/analytes.
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MILLIPORE

www.millipore.com/offices

ADVANCING LIFE SCIENCE TOGETHER™
Research. Development. Production.

pore, Upstate, Chemicon, Linco, Durapore, MultiScreen, CpG WIZ, Immobilon,
4G10, Catch and Release, IHC Select, and Beadlyte are registered trademarks
of Millipore Corporation.

The M mark, Advancing Life Science Together, Incelligent, Milliplex, Beadmates,
Omni-Phos, PiProfiler, and KinEASE are trademarks of Millipore Corporation.
Luminex and xMAP are trademarks of Luminex Corporation.

HTRF is a trademark of CIS BIO International Corporation.

AlexaFluor is a registered trademark of Molecular Probes, Inc.
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